FIGURE 1: General Cloning Strategy 
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FIGURE 2 

Mouse Heavy Chain "front" primera 
JSSl 

5 • -ATOTC AGGCCCAQCCGQCCATGG CCGARQTRMAGCTKSAKQAGWC- 3 • SEQ 10 NO. I 
JSS2 

5 • - XTOTHg AqQC!ggAGC!C(X3C(^TQGC CgARGTYCARCTKCARCARYG~ 3 ' SEQ ID NO. t 
JSS3 

5 • ♦•ATTTg AQGGGCAGCCGGCCATGGG CCAQGTGAAGCTkSTSGAR'rC^S ' SEQ ID NO. 3 
JSS4 

5 ' - ATOTg AqQCCGAQCCQQCCATQQC CGAVQTGMWGCTKGTGGAGWC- 3 ' SEQ ID NO. t^ 
JSS8 

5 ' ~ ATOTG AQQgggAQCCQQCCATGG CCCAQQTBCARCTKMARSARTC- 3 ' SEQ ID NO. 5 

Mouse Heavy chain "back" primers 
JS300 

5 • -GAARTAVCCCTTOACCAGGC- 3 ' SEQ ID NO. 6 



Mouse Light Chain Leader "front" primers 
JSS009 

5 ' -GGAGGCGQCGGTTCTGACATTQTGMTGWCMCARTC-a ' SEQ |D NO. 7 

JSSOlO 

5 ' -GGAGGCGGCGGTTCTGATRTTKYQATaACBCARRC-3 ' SEQ ID NO. 8 

JSSOll 

5 ' -GGAGGCGGCGQTTCTGAYATYMAGATGACMCAGWC-3 ' SEQ ID NO. S 

JSS012 

5 • -GGAGGCQOCQGTTCTSAAATTGWKCTSACYCAGTC- 3 ' SEQ ID NO. 1 1> 



House Light Chain "back" primer 
JS153 

5 • -TTCATAGGCGGCCGCACIASIAGCMCGTTTCAGYTCCARC- 3 ' '° ■" 

JS154 

5 ' - TTGATAQQCQQCCQC ACTAGTA GCMgGTTTKATYTCCARC - 3 ' '° 
OKA57 

5 • -GCACCTCCAGATOTTAACTGCTC-3 ' '° ""^ 

"13C4 " Specific Primers 
OKA144 

5 • " CTTO ATCQCGAC AGCTACAQGTGTCCACTCCCAGGTGCAGCTGCAGQAG - 3 • SEQ ID NO't 
OKA143 

5 ' - QGTAT QGAATTCT QAGGAGACTGTGAGAGTGGTGCC-3 ' SEQ ID NO. 1 S 

OKA145 

5 • - GQTTCT GATATC GTGATGTCCCAGTCTCACAAATTC - 3 ' SEQ ID NO. 16 

OKA146 

5 • -QACATA TTCGAAA AGTGTACTTACQTTTCAGCTCCAQACTGQ-3 ' SEQ ID NO. 17 



FIGURE 3 

13C4 anti-STXl hcav7 chain variable region 



CAGGTGCAGCTGCa,GGAGTCTG<;GGCTGaGCTGGTGAGGTCTGGGCX:CTCAGTGAGGATG SEQIDNO. 18 
QVQ LQ E SGAE LV RS GAS VRM SEQIDNO. 19 

TCCrGCAAGGCTTCTGGCTACACATTrACCAGTTACAATATGCACTGGGTA.'\AACAGACA 
S C D A S G Y T F T S Y N M H W V K Q T 

CCrGGACAGGGCCTGGAATGGATrGGATATAlTTATCCTGGAAATGGTGGTACTAACTAC 
PGQGLEWIG Y lY PGNGGTNY 

ATrCAGAAATTTAAGGCCAAGGCCATATrGACTCCAGACACATCCTCCAGCACAGCCTAC 
1 Q K F K. G KAILTADTSSSTAY 



ATGCAGATCAGCAGTCTGACATCTGAAGACTCTGCGGTCTATTrCTGTACAACAAGTCCCTCT 
MQISSLTSEDSAVYFCTR S P S 

CACTACAGTAGTGACCCCTACnTGACTACTGGGGCCAGGGCACCACTCTCACAGTCTCCTCA 
HYS SD PYFDY WGQGTT L TVSS 



13C4 anti-STXl light chain variable region 

GATATCGTGATGTCCCAGTCTCACAAATTCATGTCCACATCAGTCGGAGACAGGGTCAGCATC SEQ ID NO. 20 
D I V M S Q S H K F M S T S V G D R V S I SEQ ID NO. 21 

ACCTGTAAGGCCAGCCAGGATGTGGGTACTGCTG1TGCCTGGTATCAGCAGAATCCAGGACAA 
T c KA SOD VGTAVA WYQQN PG Q 

TCTCCTAAATTTCTGATTTACTGGGCATCCACACGGCACACTGGACTCCCTGATCGCTTCACA 
S P K F L I Y W A S T R H T G V P D R F T 

GGCAGTGGATCTGGGACAGATrTCAaCTCACCATTACCAATGTGCAGTCTGAAGACTTGGCA 
GS GSGTDFTLTITNVQSEDLA 

GATrATTTCTGTCA.GCAATATAGCAGTrATCCTCTCACGTrCGGTGCTGGGACCAGTCTGGAG 
D Y F C Q Q Y S S^ YPLTFGAGTSLE 



CTGAAj^CGT 
L K. R 



FIGURE 5 



Mouse Heavy Ghain "Front' Primers 
JS001 

5'-ATTTC AGGCCCAGCCGGCCATGG CCGARGTRMAGCTKSAKGAGWC.3' SEQ ID NO. 22 
JS002 

5'.ATTTCA GGCCCAGCCGGCCATGG CCGARGTYCARCTKCARCARYC-3' SEQ ID NO. 23 
JS003 

5'-ATTTC AGGCCCAGCCGGCCATGG CCCAGGTGAAGCTKSTSGARTC-3' SEQ ID NO. 24 
JS004 

5'-ATTTC AGGCCCAGCCGGCCATGG CCGAVGTGMWGCTKGTGGAGWC-3' sEQ ID NO 25 
JS008 

5'-ATTTC AGGCCCAGCCGGCCATGG CCCAGGTBCARCTKMARSARTC-3' gEQ ID NO 26 
Mouse Heavy Chain "Back* Primers 

JS300 5'-GAARTAVCCCTTGACCAGGC-3' SEQ ID NO. 27 

JS160 5'-GCTGCCACCGCCACCTGMRGAGACDGTGASTGARG-3' SEQ ID NO. 28 

JS161 5'-GCTGCCACCGCCACCTGMRGAGACDGTGASMGTRG-3' SEQ ID NO. 29 
JS162 5'-GCTGCCACCGCCACCTGMRGAGACDGTGASCAGRG-3' '° 

Mouse Light Ghain Leader 'Front' Primers 

JS009 5'-GGAGGGGGGGGTTCTGACATTGTGMTGWCMCARTG-3' SEQ ID NO. 3i 

JS010 5'-GGAGGCGGGGGTTCTGATRTTKYGATGAGBCARRG-3' SEQ ID NO. 32 

JS01 1 5'-GGAGGCGGGGGTTCTGAYATYMAGATGACMCAGWG-3' SEQ ID NO. 33 
JS01 2 5'.GGAGGCGGGGGTTGTSAAATTGWKGTSACYCAGTC-3' '° ^ 

Mouse Light Ghain 'Back' Primers 

JS 1 53 5'-TTCATAGGCGGGCGCACTAGTAGCMGGTTTCAGYTGCARC-3* SEQ ID NO. 35 
JS154 5'-TTCATAGGCGGCCGCACTAGTAGCMGGTTTKATYTCCARC-3' SEQ ID NO. 36 

"1 1E10" Specific Primers 

11E10HF SEQ ID NO. 37 

5'-ATATAC TCGCGA CAGGTAGAGGTGTCGACTCGGAAGTGGAAGTGGAACAGCC-3' 

11E10HB SEQ ID NO. 38 

5'.ATTAATGMII£TGGGGAGACGGTGAGAGTGGTG-3' 

5-.TTAAATC2AIAICGTGGTGTCAGAATCTGC-3' '° 
11E10LB 

5'-TAATCGIICSAAAAGTGTACTTACGTTTCAGTTGCAGCTTGGTCC.3' SEQ ID NO. 40 
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FIGURE 7 



.11E10 HC PCR fragment 



Nrul 



IIEIO LC PCR fragment 




^rj: """la Mou«e Mouse 

^^^^ "'9° Antl- IgGIK 

H13C4 STX1 

Samples 13C4 



Chimtric Anti-STXl . Moum Antf-STX, tnd Human ind Moum IgGI K weft incub«t«d on STX1 co*t«<J micropUtt*. Th« welli were pfobe<j wuh 
either goet tntWiuman or im*-mou»4 IgG HRP conjugitee. After reaction v«th TMB tignels were reed at 450 nm. 
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pCpNA3mimCfLLCVK 
construction: 



pC 
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/ r 



3mutHCPLHCV2b 
construction: 

Xhol 
Nhel 
BamHI 

pCDNA3mut.LCPL.LCVK 




A 
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/ \ 

pCDNA3mut.LCPLLCVK 
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/ 

/ 

560RV 

/ / 
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Kpnl 



! Site-directed mutagenesis ' 
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Nhel 
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Sail X Xhol 
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FIGURE 12 



FIGURE 13 




pSUt^9:Kappa and pSUN10^0:lgG1 
constructions: 




BamHi 
Nhel 



! pCDNA3mut.LCPLLCVK 



EcoRV j V Xhol 
pCDNA3miiit.LCPL.LCVK 



Kpnl 
Xhol 
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FIGURE 14 



FIGURE 15 



m PJRS311 




FIGURE 16 
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PJRS315 
construction: 




FIGURE 17 



